Mismatch scanning Assay. 
(Endo V / DNA Ligase) 



1. PCR amplify gene using primers 
with different fluorescent '. 
and Tag DNA polymerase, 



with different fluorescent labels Fl — ra Fl ^ 



G A 
2. Denature and reanneal PCR Fl — — ^ — — — Fl —————— 



products to form heteroduplexed 
DNA (Homoduplexed products 
not shown). 




|. Preferentially nick DNA one 

■ , base to the 3' side of 

r. mismatches using 

f ~ thermostable Endonuclease V. 

fte Add thermostable ligase to re- 
seal background nicks at perfect 
match regions. 
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5. Separate fluorescent products on 
a DNA sequencer (using length 
standards) to approximate site of 
mismatch. 
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Figure 1 
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Figure 12 
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|g] Top strand cleavage products 
I Bottom strand cleavage products 

G12V 

Top strand G->T; Q:A,T:C 
Bottom strand C->A; C:T P A:G 
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Top strand G->A; G:T, A:C 
Bottom strand C->T; C:A,T:G 
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Bottom strand C->G; C:C, G:G 
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Figure 22 
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